Claassen and Van Rooijen, 1984 , 1985 .
Characterization is obtained by incubation of tissue sections or cytocentri.fuge preparations with anti-(sub)class immunoglobulin antibodies conjugated to enzymes or with antigen-enzyme conjugates, followed by enzyme histochemistry. Double immunocytochemical staining, after injection of unrelated antigens, using both antigen-horseradish peroxidase (HRP, red product) and antigen-alkaline phosphatase (AP, blue product) conjugates has been performed for simultaneous detection of two different cells producing non-crossreacting antibodies (Van Rooijen et al., 1984c , 1984d . After injection of partly related antigens in rabbits, we were able to detect cells with a red-stained cytoplasm that con- Since this new method is based on standard cytochemical procedures, and since AP-HRP coupling proved to be relatively easy (this study) we suggest that double-enzyme conjugates and the intermediate color they produce can be used in a variety of (immuno)cytochemical studies (see also Mason and Woolston, 1982) .
Materials and Methods

F perimentaI Design
Young male Chinchilla rabbits were primed intravenously (lv) 
TNP-HRP-AP Conjugate
Rur milligrams of HRP in 1 ml of distilled water was oxidized by 0. pH 5.0). Just before use 50 il 3% H2O2 was added.
The reaction was allowed to proceed for 7-10 mm at room temperature by horizontal incubation of the slides with 1 ml of this solution.
AP activity was demonstrated according to Burstone (1958) , with and TNP-AP-HAP and treated for AP and HAP cytochemistry.
(b) Cells producing antibodies against PEN (red) and BGG (blue) after incubation with PEN-HSA-HAP and BGG-AP (see also 2a); no violet cells were observed.
(C) Violet cells producing antibodies against TNP, after incubation with TNP-AP-HAP(see also 2a); no red or blue cells were observed. Bars = 20 m. the antibody resulted in complexes with low specificity and low enzyme activity. We prepared therefore another AP-HRP conjugate by means of thiolated HRP coupled to maleimidated AP. The elution profile ofthis conjugate is shown in Figure 1 . (Nakane, 1968; Mason and Woolston, 1982) .
